for pBMDMs infected for 17 hours with WT or steE mutant Salmonella carrying the fluorescent plasmid pFCcGi. Non-infected (panel 1), noninfected bystanders and cells infected with growing bacteria (panel 2) were gated as shown. Panel 3 represents the gating strategy to select the percentage of IL-4Ra-positive cells. B) The FACS plots show the gating strategy used to identify CD11b + MHCII + F4/80 + , Ly6Gnegative mononuclear phagocytes that were non-infected or infected with Samlonella. The data are related to Figure 1B . C) Gating strategy used to sort singlet pBMDMs (panel 1) into bystanders or infected cells that contained growing (high mCherry signal) WT Salmonella carrying pFCcGi (panel 2). Panel 3 shows the strategy to selects cells that were IL-4Ra-negative or -positive. Panel 4 shows a histogram representing the mCherry signal in the sorted IL-4Ra-negative orpositive populations from WT-infected pBMDMs in the infected -growing gate. The sorted bystander cells and cells with growing bacteria that were IL-4Ra negative or positive were then used for immunoblot analysis in Figure 1D . D) Gating strategy used to identify the percentage of IL-4Ra-positive pBMDMs following treatment with control siRNA in non-infected and WT-infected cells (panel 1) as well WT (panel 2) or steE mutant Salmonella (panel 3) carrying pFCcGi in control or siSTAT3treated pBMDMs from Figure 1E . Salmonella carrying the pWSK29-SteE:HA plasmid or sseL mutant Salmonella carrying pWSK29-SseL:HA were lysed at 17 hours post infection and HA-tagged proteins immunoprecipitated using anti-HA agarose. Depleted lysates, lysates and HAimmunoprecipitated samples were then probed by immunoblot for HA and endogenous GSK3. Data represents three independent experiments. HC -heavy chain; LC -light chain. (D) GFP or GFP-SteE was co-expressed in 293ET cells with the indicated FLAG-tagged GSK3 variants, followed by cell lysis and GFP immunoprecipitation. Lysate and IP samples were analysed by immunoblotting for GFP, FLAG or endogenous GSK3. A schematic of the GSK3 variants is shown. Data shown are representative of three repeats. Figure 3C to identify non-infected, bystander and infected pBMDMs that had been infected for 17 hours with WT or steE mutant Salmonella carrying the fluorescent plasmid pFCcGi. A restricted growth gate was used for analysis of cells with a similar bacterial burden between DMSO and CHIR9902-treated samples.
Representative histograms showing the mCherry fluorescence for WT-infected cells backgated on the restricted growth gate and IL-4Ra gating strategy for WT and steE mutant infected DMSO and CHIR9902-treated are shown in the lower panels. (E) Analysis of mCherry geometric mean fluorescence in pBMDMs infected for 17 hours using the "infected" gate shown in (D). Mean and SEM of three independent experiments. nsnot significant, * P < 0.05, two-way ANOVA with Bonferroni's multiple comparisons tests. (F) Analysis of mCherry geometric mean fluorescence in pBMDMs infected for 17 hours using the "restricted growth gate" as shown in (D). Mean and SEM of three independent experiments. ns -not significant, two-way ANOVA with Bonferroni's multiple comparisons tests. 
